Background: Recent studies have confirmed an association between bone metabolism and vascular homeostasis. However, no study has examined the relationship between serum alkaline phosphatase (ALP) (a marker of bone metabolism) and circulating immature cell such as CD34-positive cells (a marker of vascular homeostasis). Methods: We conducted a cross-sectional study of this association in 272 elderly Japanese men (60-79 years). Because low body mass index (BMI) status is a known characteristic of Japanese with a high incidence rate of stroke, we used a stratified analysis based on BMI. Results: Multivariable linear regression analysis adjusted for confounding factors showed a significant correlation between serum ALP and the number of circulating CD34-positive cells, especially for participants with low BMI (<23 kg/m 2 ). The parameter estimates (β) and 95 % confidence intervals (CI) for one standard deviation increments in serum ALP levels (62 IU/L) for the circulating CD34-positive cell count were β = 0.25 (0.04, 0.45) for total subjects, β = 0.45 (0.16, 0.75) for participants with low BMI (<23 kg/m 2 ), and β = 0.04 (−0.25, 0.34) for participants with high BMI (≥23 kg/m 2 ). Conclusion: Serum ALP correlates positively with circulating CD34-positive cells among a general population of elderly Japanese men, especially those with low BMI (<23 kg/m 2 ). These findings suggest that serum ALP levels may constitute an efficient tool for estimating the risk of insufficient vascular homeostasis, especially for participants with relatively few classical cardiovascular risk factors.
Introduction
A previous study reported identifying a positive association between elevated serum alkaline phosphatase (ALP) and atherosclerosis [1] . Other prospective studies have identified an association between high serum ALP levels and mortality from all causes or cardiovascular disease for subjects with previous myocardial infarction [2] and previous stroke [3] , in a clinic population [4] , as well as a general population [2] . However, in a retrospective study of ours as part of the Circulatory Risk in Communities Study (CIRCS), we reported that not only high but also low serum ALP levels may be a predictor of risk of stroke for Japanese [5] . Other recent studies reported detecting associations between bone metabolism and vascular homeostasis [6] [7] [8] [9] [10] [11] [12] [13] in view of the fact that hematopoietic stem cells (immature cell such as CD34-positive cell) derived from the bone marrow play a major role in vascular homeostasis [7] [8] [9] . Because osteoblasts, whose activity can be evaluated in terms of bone-type ALP expression [14, 15] , regulate the production of hematopoietic stem cells in the bone marrow [10] [11] [12] , serum ALP levels may be related to vascular homeostatic activity. Another study reported that a reduction in the number of endothelial progenitor cells (CD34-positive cells) is associated with an increase in the number of infarctions in patients with ischemic stroke [16] .
However, no study has examined whether the number of circulating CD34-positive cells is associated with serum ALP levels. In this connection, the prevalence of obesity in adults defined by a body mass index (BMI) of ≥30 kg/m 2 was only 3.6 % in Japan whereas it was 35.3 % in the USA in 2012 [17] . Nevertheless, the incidence of stroke and stroke mortality is higher in East Asian countries than in Western countries [18] . Since only a study of a Japanese general population has identified a risk of stroke in association with lower serum ALP level [5] , the association between serum ALP level and the number of circulating CD34-positive cells may be strongly influenced by BMI status.
To investigate the validity of this hypothesis, we conducted a cross-sectional study of elderly Japanese men aged 60-79 years.
Materials and methods

Subjects
Written consent forms were available in Japanese to ensure comprehensive understanding of the study objectives, and informed consent was signed by all participants. Since postmenopausal changes such as osteopenia, osteoporosis [19] , and dyslipidemia are known to have a major impact on serum ALP levels, women were not considered suitable subjects for an analysis of the association between serum ALP and circulating CD34-positive cells. The survey population comprised 409 60-79-year-old men who underwent a general medical check-up as recommended by the Japanese government. They were residents of rural communities in the Goto Islands in western Japan and participated in this study in 2013 and 2014.
Persons with missing data (n = 132) were excluded. To avoid the effect of bone disorders such as osteoporosis, bone fracture, and bone tumor, we also excluded persons with a high serum ALP level (>400 IU/L) (n = 5). The remaining 272 men with a mean age of 66.6 years (standard deviation (SD) ±4.4; range 60-79), none of whom were taking medication for anemia, were enrolled in this study, which was approved by the Ethics Committee for Human Use of Nagasaki University (project registration number 0501120073).
Data collection and laboratory measurements
Body weight and height were measured with an automatic body composition analyzer (BF-220; Tanita, Tokyo, Japan) when blood samples were obtained, and BMI (kg/m 2 ) was calculated. Systolic blood pressure and diastolic blood pressure were recorded at rest.
Fasting blood samples were collected in a heparin sodium tube and a siliconized tube. Fresh samples (within 24 h from obtained) from the former were used for determining the number of CD34-positive cells. BD (Beckton Dickinson Biosciences) Trucount™ technology for an accurate and reproducible single platform assay with International Society of Hematotherapy and Graft Engineering (ISHAGE) guidelines [20, 21] which was supported by an automated software on the BD FACSCant™ II system was used to measuring circulating CD34positive cells. Serum samples were separated for the measurement of concentrations of alkaline phosphatase (ALP), aspartate aminotransferase (AST), serum alanine aminotransferase (ALT), and γ-glutamyltranspeptidase (γ-GTP) with the Japanese Society of Clinical Chemistry (JSCC) standardization method.
Triglyceride (TG) and creatinine were measured with the enzyme method. HDL-cholesterol (HDL), calcium (Ca), and phosphorus (P) were measured by direct method, Arsenazo III method, and molybdate direct method, respectively. Hemoglobin A1c (HbA 1c ) was measured with the latex coagulation method. The glomerular filtration rate (GFR) was estimated by means of an established method with three variations recently proposed by a working group of the Japanese Chronic Kidney Disease initiative [22] . According to this adapted version, GFR (mL/min/1.73 m 2 ) = 194 × (serum creatinine (enzyme method)) −1.094 × (age) −0.287 .
Statistical analysis
Characteristics of the study participants were expressed in terms of BMI status.
Simple correlation analyses of serum ALP and other variables affecting BMI status, as well as of the numbers of CD34-positive cells and other variables, were performed. Multiple linear regression analysis was performed to determine the correlations between the number of circulating CD34-positive cells and one SD increment in ALP (62 IU/L). Because ALP is expressed differently in various tissues, with notably high concentrations in the liver, bone, and kidneys [14] , we designed the analyses to allow for adjustments for classical cardiovascular risks factors and factors associated with the liver, as well as factors that might be directly involved in bone metabolism. The latter factors comprised age, systolic blood pressure (mmHg), diastolic blood pressure (mmHg), body mass index, smoking status (never smoker, former smoker, current smoker), alcohol consumption (never drinker, former drinker, current drinker [<23, 23-45, 46-68, ≥69 g/week]), HbA1c (%), HDL (mg/dL), TG (mg/dL), AST (IU/L), ALT (IU/L), γ-GTP (IU/L), Ca (mg/dL), P (mg/dL), and GFR (mL/min/ 1.72 m 2 ).
All statistical analyses were performed with the SAS system for Windows (version 9.3; SAS Inc., Cary, NC).
Probability values less than 0.05 were considered indicative of statistical significance. Table 1 shows the characteristics of the study population. Compared to participants with low BMI (defined as <23 kg/m 2 ), participants with high BMI (defined as ≥23 kg/m 2 ) show significantly higher systolic blood pressure, diastolic blood pressure, TG, ALT, γ-GTP, HbA1c, and serum creatinine while significantly lower HDL and GFR.
Results
Simple correlation analysis was used to determine associations of serum ALP with other variables affecting BMI status ( Table 2) . For total subjects, serum ALP correlated positively with age, TG, and AST and negatively with HDL and alcohol consumption. Stratification of those correlations by BMI status disclosed that ALP correlated with TG for both participants with low BMI and high BMI. We also found that ALP correlated positively with AST and γ-GTP and negatively with alcohol consumption and HDL for high BMI and positively with age for low BMI.
Simple correlation analyses of the number of circulating CD34-positive cells and other variables are shown in Table 3 . The cells showed a significantly positive correlation with serum ALP for total (r = 0.14, p = 0.020) and low BMI (r = 0.29, p = 0.001) but not for high BMI (r = 0.04, p = 0.637). We also determined the correlation between number of circulating CD34-positive cells and a one SD increment in serum ALP (Fig. 1 ).
As shown in Table 4 , multiple linear regression analysis adjustment for confounding factors showed that the number of circulating CD34-positive cells correlated positively with a one SD increment in serum ALP for total (β = 0.25, p = 0.019) and low BMI (β = 0.45, p = 0.003) but not for high BMI (β = 0.04, p = 0.772).
Discussion
The major finding of this study of elderly Japanese men was that serum ALP significantly and positively correlates with circulating CD34-positive cells, especially for participants with low BMI (<23 kg/m 2 ). This suggests that serum ALP levels may constitute an efficient tool for estimating the risk of insufficient vascular homeostasis, especially for participants with relatively few classical cardiovascular risk factors.
The mechanism most likely to be responsible for the association between serum ALP and circulating CD34positive cell is impaired vascular homeostasis since hematopoietic stem cells derived from the bone marrow play a major role in vascular homeostasis [7] [8] [9] . Moreover, because osteoblasts (whose activity can be assessed in terms of bone-type ALP expression [14, 15] ) regulate the production of hematopoietic stem cells in the bone marrow [10] [11] [12] , serum ALP level may correlate with vascular homeostatic activity, and a prospective study reported a strong association between a reduced number of endothelial progenitor cells (CD34-positive and KDRpositive cell) and risk of cardiovascular disease [23] . Yet another study found an association of a reduction in the number of endothelial progenitor cells (CD34-positive cells) with an increase in the number of infarctions >5 mm in diameter, but no such association with atherosclerosis in carotid arteries of patients with ischemic stroke [16] . Endothelial progenitor cells contribute to vascular repair [24, 25] , and a reduction in the number of these cells may thus increase the risk of stroke. Results of another retrospective CIRCS study of ours indicated that not only higher but also lower serum ALP levels may be a predictor of the risk of stroke among Japanese [5] . These findings seem to be, at least in part, compatible with those of our present study.
Since hematopoietic stem cells have also been reported to participate in the pathogenesis of atherosclerosis [13] , an increase in serum ALP may be associated with the deterioration of arterial stiffness. A previous study reported that, independent of other traditional cardiovascular risk factors, elevated serum ALP is associated with atherosclerosis evaluated by means of ankle-brachial blood pressure index [1] . However, in our subsequent analysis (n = 191), we could not find any association between serum ALP and arterial stiffness evaluated by cardio-ankle vascular index (CAVI) (r = −0.02; P = 0.874). Since our study population consists of elderly subjects and side population hematopoietic bone marrow stem cells diminish as individuals age [26, 27] , so that even vascular injury can activate bone marrow metabolism, the bone marrow could not be activated as it would be in younger participants while the atherosclerotic lesion might have originated in their younger years. Furthermore, extensive reduction in bone marrow activity also may have a confounding effect on the aforementioned associations. The significant correlation between serum ALP and circulating CD34-positive cells observed in our study was therefore restricted to low BMI. In addition, participants with high BMI possessed many more classical cardiovascular risk factors such as metabolic syndrome than did those with lower BMI (<23 kg/m 2 ). In this connection, the World Health Organization (WHO) has identified BMI ≥23 kg/m 2 , which corresponds to the median BMI in our study, as an indicator for enhanced risk of disease for Asian populations [28] . Another possible mechanism that might explain why a significant correlation between serum ALP and the number of circulating CD34-positive cells is limited to low BMI (<23 kg/m 2 ) is the fact that the factors that determine the serum ALP levels are different. Serum ALP is classified in terms of isoenzymes, that is, liver-type, bonetype, and intestinal-type [29] . For the subjects with high BMI in our study, serum ALP levels are much more likely to be influenced by factors associated with liver condition such as alcohol consumption, HDL, AST, and γ-GTP than for the subjects with low BMI. Furthermore, the simple correlation analyses showed significant correlations between the number of circulating CD34-positive cells and HbA1c for high BMI but not for low BMI (≥23 kg/m 2 ). Since HbA1c levels were significantly higher for subjects with high BMI than for those with low BMI, HbA1c could be an important stimulating factor for circulating CD34-positive cell production in subjects with high BMI but not with low BMI.
Our findings should be interpreted with some caution. First, because the ALP isoenzyme was not measured [29] , we could not assess which type of ALP correlated with circulating CD34-positive cells. However, in the present study, we detected a significant correlation between serum ALP and the circulating number of CD34-positive cells. Second, because of the limited number of participants, we could not perform a drinking status-specific analysis even though serum ALP is known to be associated with drinking status [5, 30] . However, a significant correlation between serum ALP and circulating CD34-positive cells was observed even after adjustment for alcohol consumption. Furthermore, the significant correlation between serum ALP and alcohol consumption was observed only among participants with high BMI.
Although the correlation between serum ALP levels and circulating CD34-positive cells was shown to be independent of the traditional risk factors, we did not adjust for other potential confounding factors whose values were associated with serum ALP, such as caloric, protein, vitamin C, magnesium, and zinc deficiencies [31] .
In conclusion, we showed that serum ALP correlates positively with circulating CD34-positive cells among a general population of elderly Japanese men, especially those with low BMI (<23 kg/m 2 ). These findings suggest that serum ALP levels may constitute an efficient tool for estimating the risk of insufficient vascular homeostasis, especially for participants with comparatively few classical cardiovascular risk factors. 
